UAP56 and CDC5L do not co-localize with RNA foci. HeLa cells were co-transfected with GFP-UAP56 or GFP-CDC5L expression plasmids and minigenes containing the 3'UTR of DMPK gene with 960 CTG repeats (CUG960). Foci were detected by RNA-FISH using Cy3labeled (CAG)8 probes. Nuclei were stained with DAPI. Supplementary Figure S2 .
Supplementary Figure S3
(A) Schematic representation of wild-type p68 and p68 Δ Ct2. 100 aminoacids from the Cterminus have been deleted. (B) p68-myc Δ Ct2 colocalizes with RNA foci. HeLa cells were co-transfected with p68-myc Δ Ct2 expression plasmid and minigene containing the 3'UTR of DMPK gene with 5 CTG (CUG5) or 960 CTG repeats (CUG960). Expression of p68-myc was detected by immunofluorescence using anti-myc antibodies, followed by rabbit antimouse A488 antibodies. Foci were detected by RNA-FISH using Cy3-labeled (CAG)8 probes. Nuclei were stained with DAPI. (C) Overexpressed p68 Δ Ct2 protein has the same splicing activity on TNNT2 exon 5 inclusion as p68 wt. Human myoblast cells were cotransfected with the TNNT2 minigene and with expression vector coding for p68 or p68 Δ Ct2. The histogram shows the quantification of exon 5 inclusion. Results are derived from three experiments with error bars indicating standard deviation. **P<0.01
Supplementary Figure S4
p68 accelerates the binding of MBNL1 to 95 CUG repeats. (A) Time courses of MBNL1 binding to CUG repeats in the absence or presence of p68. Labeled (CUG)95 RNA were incubated for indicated times with different amounts of recombinant MBNL1 protein with or without a constant amount of recombinant p68ΔCt2 (100ng) under splicing conditions with ATP. Proteins crosslinked to labeled RNA were separated on a 10% SDS-PAGE. The results are representative of three independent experiments. (B) Progress curves of MBNL1 binding for one experiment are shown. The radioactivity from labelled crosslinked band was quantified using a PhosphoImager. Open symbols show MBNL1 binding incubated without p68. Closed symbols show MBNL1 binding incubated with p68.
Supplementary Figure S5.
Gel shift experiments on (CUG)14, (CAG)16 and TNNT2 stem-loop structure element. In vitro transcribed (CUG)14, (CAG)16 and TNNT2 RNAs labeled with [α-32 P]CTP were incubated with the indicated amount of recombinant proteins. RNA-protein complexes were separated on native gel electrophoresis. Short CUG and CAG repeats are preferred to the long (CUG)95 and (CAG)62 repeats because RNA-MBNL1 complexes from the long repeats remain in the wells.
Several different siRNAs that target various regions of p68 or p72 have the same effect on alternative splicing of TNNT2 exon 5. Co-transfection of the TNNT2 minigene in human myoblasts treated with 50 nM of a control siRNA (lane 1), siRNA targeting different regions of p68 or p72 (lanes 3 to 5 and lanes 6 to 8, respectively), the siRNA targeting a common region of p68 and p72 (p68/p72, lane 2) or the siRNA targeting MBNL1 (lane9). (A) Western blot analysis of cells treated with the different siRNAs. Blots were probed with antibodies against p68/DDX5, p72/DDX17, MBNL1 and emerin as a control. Note that polyclonal antibodies against DDX17 recognize the alternative polypeptide p82, which is the result of upstream translation initiation from a non-AUG codon (66) Legends to supplementary tables Supplementary Table S1 .
Proteins identified by mass-spectrometry. Proteins from the fourteen bands are indicated.
Supplementary Table S2 .
Proteins tested for colocalization with CUG repeats by FISH/immunofluorescence. Note that some proteins not found in complexes assembled onto CUG repeats have been tested for colocalization because a member identified by mass-spectrometry has known interacting proteins (like proteins for the EJC complex). Supplementary Table S3 .
Sequences of siRNAs and oligonucleotides used for RT-PCR. Supplementary Table S3 SiRNA ( 
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